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Figure 4 



Native Western Blot (A) 



1234 5 6 789 10 

1 =ST 

2 = HIgA 

3 - Transgenic 
Plant + 

4 = 3-006 

5 = 4-008 

6 = 21 

7 = 24 

8 = 25 

9 = 28 
10 = 29 



Western blot condition: 4-12% GEL nonreducing sample buffer 
62 ng total protein each well 
1 :5000 Goat anti-Human Kappa- HRP one hour RT 
S minute expose 
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Figure 11 



NeutralizaUon of HS V-2 Using Endosperm Derived 

HX8 




HX8 Concentration (ng/ml) 
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Figure 12 
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Man 
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- 1.0 ±0.1% 
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Man 
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Man Man 
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Man Man Man 
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Figure 13A 

Monomeric IgA 



Heavy Chain (HQ- 
Light Chain (LC) 



Figure 13B 

Dimeric IgA 

J Chain ^ 

Light Chain (LC) ^ 



Heavy Chain (HC)- 



Figure 13C 

Secretory IgA 

J Chain 



Heavy Chain (HC)- 
Light Chain (LC) 



Secretory Component 
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Figure 14 
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Figure 15 
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Figure 16A 





Glycans 




Event 


observed 


Theor. 
(M-i-Na] 


%by 
MALDI 
(based 
on peak 
heiahtat 


Proposed structure 


Method 
of giycan 
release 




903.28 


903.32 


40.6 


H2N2X 






1013.27 


1013.29 


12.9 


H3N2P 






1065.31 


1065.38 


25.7 


H3N2X 






1157.29 


? 


3.3 


? 




fti 

(5XH751/280- 
081. 006.006) 


1175.29 


1179.34 


6.5 


H4N2P 


whole affinity 
purified lgA-HX8 
was digested 
with pepsin » 
then PNGase A 


1211.31 


1211.44 


3.0 


H3N2XF 


NO 


1257.46 


NO 


H5N2 ^^7^<X^ 




1268.37 


1268.46 


2.1 


H3N3X i 






1337.34 


1337.40 


3.7 


H5N2P 






1499.33 


1499.45 


1.0 


H6N2P 






1661.36 


1661.50 


1.1 


H7N2P 






903.5 


903.32 


20.7 


H2N2X ^tj^ 






933.52 


933.34 


15.3 


H3N2 ^XH3 


affinity purified 
lgA-HX8 was 




1013.52 


1013.29 


9.9 


H3N2P 


separated by 
SDS-PAGE, 
band at -50 kOa 
was digested 
in^gel with 


81 

(5XH751/ 280- 


1065.59 


1065.38 


35.6 


H3N2X 


081.005.006) 


1157.61 


? 


12.0 






NO 


1211.44 


NO 


H3N2XF 


trypsin, peptides 
were extracted, 
purified <C18). 
then digested 
with PNGase A 




1257.65 


1257.46 


2.9 


H5N2 Sj^^KJ 




1268.69 


1268.46 


3.5 


H3N3X '^^^I^ 
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Figure 16B 





Gfycans 




Event 


observed 
[M^Na] 


TtMOf. 

m/z. 


% by 
MALOl 
(baaed 
on peak 
heighta) 


Proposed structure 


Method 
of giycan 
release 
















1013.19 


1013.29 


10.4 


H3N2P 








lUOD.oO 




rl3N2X 






1175.24 


1175.34 


7.3 


H4N2P 




81 

(6RC172/ 280- 

HAI IW; (Stkf\\ 


1211.38 


1211.44 


2.8 


H3N2XF % 


whole affinity 
purified lgA-HX8 
was digested 
with pepsin. 


1257.27 


1257.46 


2.8 


H5N2 •'.JWi 




NO 


126846 


NO 


H3N3X '^^T^ 


then PNGase A 
















1499.27 


1499.45 


3.4 


H6N2P 






1661.36 


1661.50 


2.0 


H7N2P 






1823.42 


1823.55 


1.7 


H8N2P 






903.51 


903.32 


21.9 


H2N2X 






933.51 


933.34 


17.5 


H3N2 J)M>0 


affinity purified 
IgA-HXB was 




1013.54 


1013.29 


11.8 


H3N2P 


separated by 
SOS-PAGE, 
band at -50 kOa 
was digested 
in-gel with 


81 

(6RC172/280- 


1065.6 


1065.38 


32.0 


H3N2X 


081.005.006) 


1157.61 


? 


11.1 


7 




1211.66 


1211.44 


2.5 


H3N2XF 


trypsin, peptides 
were extracted* 
purified (C18). 
then digested 
with PNGase A 




1257.69 


1257,46 


3.4 


M5N2 r^^JH>a 




NO 


1268.46 


NO 


H3N3X 
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Figure 16C 



Event 


Glycans 




observed 

mfz, 
CM^Na] 


Theor. 


%by 
MALOl 
(based 
on peak 
heights) 


Proposed structure 


Method 
of glycan 


21 self 


903.26 


903.32 


57.4 


H2N2X •J 




1013.24 


1013.29 


10.6 


H3N2P 


1065.3 


1065.38 


16.2 


H3N2X *3r^ 




1175.3 




4.0 


H4N2P 




1211.36 


1211.44 


3.8 


H3N2XF •T^ 


whole affinity 
purified lgA-HX8 


1257.34 


1257.46 


1.3 


H5N2 -g^oa 


was digested 
with pepsin* 
then PNGase A 


ND 


1268.46 


ND 


H3N3X % 


1337.37 


1337.40^ 


2.7 


H5N2P 


1499.43 


1499.45 


1.5 


H6N2P 


1661.49 


1661.50 


1.3 


H7N2P 


1823.54 


1823.55 


1.0 


H8N2P 


21 

(5HX751/ 280- 


903.17 


903.32 


36.2 


H2N2X •f^**^ 


whole affinity 
purified lgA-HX8 
was reduced/ 
alkylated, 
digested with 
trypsin, then 
digested with 
PNGase A and 
released glycans 
were analyzed 
by MALOl 










1049.2 


1049.38 


2.7 


H2N2XF 


1065.2 


1065.38 


42.8 


H3N2X ^* 


1095.18 


1095.40 


1.8 




NO 


1136.42 


NO 


H3N3 *^">^ 


021.002.007) 


1211.25 


1211.44 


3.5 


H3N2XF 




1257.25 


1257.46 


3.2 


H5N2 ^^J>«-a 




1268.26 


1268.46 


3.6 


H3N3X 




1419.29 


1419.52 


1.0 


H6N2 ^ 




detected on H-Ti 3 glycopeptide 


N (Single GlcNAc) 


1 ttioe detected on H-T13 glyoopeptide 


N2 (double GlcNAc) 
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Figure 16D 





Giycans 




Event 




TtiAAr 

{M-t>Na) 


%by 
MALOi 
(based 
on peak 
heights) 


Proposed structure 


Method 
of glycan 
release 




903.12 


903.32 


42.8 


H2N2X 


* 






933.12 


933.34 


9.3 


H3N2 








1049.14 


1049.38 


2.8 


H2N2XF 








1065.13 


1065.38 


35.2 


H3N2X 




wnoie aniniiy 
ourified laA-HXfi 
was reduced/ 
alkylated. 


21 

(6RC172/ 280- 
021.002.007) 


1095.13 


1095.40 


2.2 


H4N2 




1136.16 


1 136.42 


trace 


H3N3 


°>CKQ 


digested with 
Ifypsin, then 


1211.16 


1211.44 


27 


H3N2XF 




digested with 
PNGase A and 
released giycans 
were analyzed 
by MALOI 




1257.16 


1257.46 


3.6 


H5N2 






1268.16 


1268.46 


1.4 


H3N3X 






1419.17 


1419.52 


trace 


H6N2 








detected on H-T13 glycopeptide 


N (sirigle GlcNAc) 






(race detected on H-T13 glycopeptide 


N2 (double QlcNAc) 
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Figure 16E 



Event 


Glycans 


Method 
of glycan 
release 


(M4Na] 


mtt, 
[M-fNa] 


%by 
MALDI 

onpaak 
heights) 




193 self 


903.35 


903.32 


42.7 


H2N2X 


whole affinity 
purified IgA-HXe 
was reduced/ 
alkylated, 
digested with 
trypsin, peptides 
separated by 
C18-HPLC, 
HPLC fractions 
analyzed by 
MALOI. then 
fractions 
containing glyco- 
peptides were 
digested with 
PNGase A and 
released glycans 
were analyzed 
by fi4AL01 


933.35 


933.34 


6.2 


H3N2 ^»<HD 


1049.39 


1049.38 


1.3 


H2N2XF 


1065.41 


1065.38 


38.0 


H3N2X 


1095.4 


1095.40 


1.4 


H4N2 *"J>«J 


1136.44 


1136.42 


1.0 


H3N3 °">oa 


1211,45 


1211.44 


0.9 


H3N2XF 


1257.47 


1257.46 


4.5 


H5N2 


1268.49 


1268.46 


1.7 


H3N3X °"^!r^ 


1419.55 


1419.52 


trace 


H6N2 ^ 


detected on H-T13 glycopeptide 


N (single GlcNAc) 


detected on H-T13 glycopeptide 


N2 (double GlcNAc) 
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Figure 16F 





Giycans 




Event 


obMrved 

m/z, 
(M4Na) 


Theor. 
m/z, 
(M4Na] 


/o oy 

MALOI 
(based 
on peak 
heights 


Proposed structure 


Method 
of glycan 
release 




903.51 


903.32 


34.6 


H2N2X 




1 




ND 


933.34 


NO 


H3N2 




. whole affinity 
purified lgA-HX8 
was reduced/ 




1065.61 


1065.36 


55.8 


H3N2X 




alkylated, 
digested with 


223 self 


1211.68 


1211.44 


3.9 


H3N2XF 




trypsin, then 
digested with 
PNGase A and 
released giycans 
were analyzed 
by MALDI 




1257.71 


1257.46 


6.7 


H5N2 






NO 


1268.46 


NO 


H3N3X 






903.18 


903.32 


42.6 


H2N2X 








NO 


933.34 


NO 


H3N2 




whole affinity 




NO 


1049.38 


ND 


H2N2XF 




purified lgA-HX8 
was reduced/ 

aiKyiaieu, 

digested with 
trypsin, peptides 




1065.21 


1065.38 


49.9 


H3N2X 




223 self 


1095.23 


1095.40 


trace 


H4N2 




separated by 
Cie-HPLC. 
HPLC fractions 
analyzed by 
MALDI. then 
fractions 

containing glyco- 


NO 


1136.42 


NO 


H3N3 


°>oo 




1211.24 


1211.44 


trace 


H3N2XF 






1257.26 


1257.46 


7.5 


H5N2 




peptides were 
digested with 




NO 


1268.46 


NO 


H3N3X 




PNGase A and 
released giycans 




ND 1 


1419.52 


NO 


H6N2 




were analyzed 
by MALDI 




detected on H-T13 glycopeptide 


N (single GlcNAc) 






detected on H-T 13 glycopeptide 


N2 (double GlcNAc) 
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Figure 16G 





Glycans 




Event 


observed 

mfz, 
IVMia] 


Iheor. 


% by 
MALDI 
/based 
on peak 
heights) 


Proposed structure 


Method 
of glycan 
release 




903.28 


903.32 


40.8 


H2N2X 


X 






933.29 


933.34 


6.1 


H3N2 








1049.33 


1049.36 


2.0 


H2N2XF 




whole affinity 
purified lgA-HX8 
was reduced/ 




1065.33 


1065.38 


40.6 


H3N2X 




223 


1095.33 


1095.40 


1.3 


H4N2 




alkylated, 
digested with 
trypsin, then 
digested with 
PNGase A and 
released glycans 
were analyzed 


223.005.006) 


1136.4 


1136.42 


1.2 


H3N3 






1211.37 


1211.44 


2.8 


H3N2XF 






1257.39 


1257.46 


2.7 


H5N2 




by MALOi 




1268.39 


1268.46 


2.5 


H3N3X 








1419.12 


1419.52 


trace 


H6N2 








detected on H-T13 glycopeptlde 


N (single 


GlcNAc) 






detected on H-T 13 glycopeptlde 


N2 (double GlcNAc) 
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Figure 17A 
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Figure 17B 
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P(BLA) 
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Figure 18A 



Fspl{\33Q2) 




ZmGZcin27 3' VTR Sac I (6830) 



Figure 18B 




OsGluB- 1 3' UTR S<'<: * (^95) 
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C1.660 IgG 

m/z theor m/z /obs. 



1189.51 

1392.59 

1595.67 

1757.72 

1889.76 

1903.78 

1919.77 

2035.82 

2051.81 

2065.83 

2081.82 

2197.87 

2213.86 

2227.88 

2243.87 

2284.90 

2359.92 

2375.91 

2389,93 

2405.92 

2521.97 

2537.96 

2551.98 

2563.00 

2567.97 

2684.02 

2700.01 

2714.03 

2725.05 

2730.02 

2766.08 

2892.07 

2846.07 

2862.06 

2876.08 

2928.13 

3008.12 

3054.12 



1189.47 

1392.54 

1595.61 

1757,83 
ND 

1903.90 

1919.90 

2035.95 
2051.95 
2065.96 
2081.95 
2197.99 
2214.00 
2228.01 
2244,02 
2285.03 
2360.06 
2376,07 

ND 
2406.07 
2522.16 
2538.34 

ND 
2563.16 
2568.18 
2684.22 

ND 

ND 
2725.24 
2730,22 
2766.26 
2892.25 

ND 

ND 

ND 
2928.32 

ND 
3054.39 



Figure 19 



Glycan (glycopeptlde) 



no glycans 

N 

N2 

N2H 

N2HX 

N2HXF 

N2H2 

N2HXF 

N2H2X 

N2H2F 

N2H3 

N2H2XF 

N2H3X 

N2H3F 

N2H4 

N3H3 

N2H3XF 

N2H4X 

N2H4F 

N2H5 

N2H4XF 

N2H5X 

N2H5F 

N3H3XF 

N2H6 

N2H5XF 

N2H6X 

N2H6F 

N3H4XF 

N2H7 

N4H3XF 

N2H8 

N2H6XF 

N2H7X 

N2H7F 

N4H4F 

N2H7XF 

N2H9 



Commeiit 



iM/loT^lOa 

•AcrPNCM'A Strong signal 
ia%ior signal 

mm 

minor 
ND 
trace 
trace 

minor 

oii^or signal 



trace 

major signal 

mm 

ND 

significant signal 

trace 
ND 

significant signal 



ND 
ND 



significant signal 
•*« 

ND 

ND 

ND 
trace 

ND 
trace 



NOTE, all ihe.se glycans arc removed from glycopepiidcs by PNGasc-A treatment; for single N 
removal is incomplete 

Signal intensity: • - S/N > 3-5, but <I0 
S/N>10 

- intense signal, but less intense than ''minor" 
"signiAcant signal" intensity between "minor'' and "major" 
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Figure 21 



Cl-661 IgG 

m/z Uieor toh /obs. 



1189.51 
1392.59 
1595.67 
1757.72 
1889.76 
1903.78 
1919.77 
2035.82 
2051.81 
2065.83 
2081.82 



1189.61 
1392.59 
1595.77 
1757.89 

ND 
1903.93 
1919.96 
2036.01 
2052.01 
2066.03 
2082.02 



Glycaa 

(Cryptk glycopcpcidcl 



no glycans 
N 
N2 
N2H 
N2HX 
N2HXF 
N2H2 
N2HXF 
N2H2X 
N2H2F 
N2H3 



2197.87 


2198.07 


N2H2XP 


2213.86 


2214.07 


N2H3X 


2227.88 


2228,09 


N2H3F 


2243.87 


2244.08 


N2H4 


2284.90 


2285.13 


N3H3 


2359.92 


2360.14 


N2H3XF 


2375,91 


2376.14 


N2H4X 


2389.93 


ND 


N2H4F 


2405.92 


2406.15 


N2H5 


2521.97 


2522.23 


N2H4XF 


2537.96 


ND 


N2H5X 


2551.98 


ND 


N2H5F 


2563.00 


2563.25 




2567.97 


2568.26 


N2H6 


2684.02 


ND 


N2H5XF 


2700.01 


ND 


N2H6X 


2714.03 


ND 


N2H6F 


2725.05 


2725.32 


N3H4XF 


2730.02 


2730.30 


N2H7 


2766.08 


2766.34 


N4H3XF 


2892.07 


2892.37 


N2H8 


2846.07 


ND 


N2H6XF 


2862.06 


ND 


N2H7X 


2876.08 


ND 


N2H7F 


2928.13 


2928.40 


N4H4XF 


3008.12 


ND 


N2H7XF 


3054.12 


ND 


N2H9 



CommenC 



strong signal 
m^or stgDal 

(race 

ND 
trace 



« 



m^or signal 



trace 

major signal 
ND 

signlflcani signal 

ND 
ND 

significant signal 

ND 
ND 
ND 



significant signal 

ND 
ND 
ND 
(race 
ND 
ND 



Corresponding 
observed ftet glycan 
after enzymatic 
release (see Fig 4) 



% of total 
intensity In 
MALDl or 
free glycans 



n/a 
n/a 
n/a 

ND 

ND 

ND 

ND 

ND 

ND 

ND 

ND 

1049.32 (trace) (1049.38 iheor) trace 

24.3 



106534 (l065J8theor) 
ND 

1095,35(1095,40 thcor) 
ND 

1211.40 (1211.44 Cheor) 
ND 
ND 

1257.40(1257.46 tbeor) 
ND 
ND 
ND 

1414.46(1414.52 theor) 
ND 
ND 
ND 
ND 
ND 
ND 
ND 
ND 
ND 
ND 
ND 
ND 
ND 
ND 



10.5 



31.0 



24.6 



9.6 



Signal intensity: • - S/N > 3-5, but < 10 
S/N > 10 

••• - intense signal, but less intense than "minor" 
''significant signal** - intensity between "minor" and "major" 
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Cl-663 IgG 

m/z theor. m/z /obs. 

1189.51 1189.38 



1392.59 

1595.67 

1757.72 

1889.76 

1903.78 

1919.77 

2035.82 

205 L81 

2065.83 

2081.82 

2197.87 

2213.86 

2227.88 

2243.87 

2284.90 

2359.92 

2375.9) 

2389.93 

2405.92 

2521.97 

2537.96 

2551.98 

2563.00 

2567.97 

2684,02 

2700.01 

2714.03 

2725.05 

2730.02 

2766.08 

2846.07 

2862.06 

2876.08 

2892.07 

2928.13 

3008.12 

3054.12 



1392.45 
1594,72 
1757.84 
ND 

1919.90 
2035.95 
2051-95 
2065.97 
2081.97 
2198.01 
2214.01 
2228.02 
2244.02 

ND 
2360.07 
2376.09 

ND 
2406.08 
2522.16 

ND 

ND 
2563.18 
2568.18 

ND 

ND 

ND 
2725.28 
2730.24 
2766.27 

ND 

ND 

ND 
2892.29 

ND 

ND 

ND 



Figure 23 



Glycan (glycopepdde) 



no glycans 

N 

N2 

N2H 

N2HX 

N2HXF 

N2H2 

N2HXF 

N2H2X 

N2H2F 

N2H3 

N2H2XF 

N2H3X 

N2H3F 

N2H4 

N3H3 

N2H3XF 

N2H4X 

N2H4F 

N2H5 

N2H4XF 

N2H5X 

N2H5F 

N3H3XF 

N2H6 

N2H5XF 

N2H6X 

N2H6F 

N3H4XF 

N2H7 

N4H3XF 

N2H6XF 

N2H7X 

N2H7F 

N2H8 

N4H4XF 

N2H7XF 

N2H9 



Comment 



•furPNCM»*A Strong signal 

MAtmUHSf 

ms^or signal 

trace 

ND 

ND 
crace 



m^or signal 



ND 
m^Jor signal 

ND 

ND 
ND 

significant signal 

ND 
ND 
ND 



significant signal 
ND 
ND 
ND 

ND 
ND 
ND 



NOTE: all these glycans are removed from glycopcpiides by PNGasc-A trealment; for single N 
removal is incomplete 

Signal intensity: * •• S/N > 3-5, but <10 
••"S/N>10 

••• " intense signal, but less intense than "minor" 
"significant signal" - intensicy between "minor" and "major" 
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Figure 25 



(CHO-expressed) 
m/z theor. m/z /obs. 

1189.5] 1189.63 



1392.59 

1595,67 

1757.72 

1919.77 

2065.83 

2081.82 

2227.88 

2243.87 

2268.91 

2284.90 

2389.93 

2405.92 

2430.96 

2446.95 

2487.98 

2551.98 

2567.97 

2593,01 

2609.00 



2650.03 
2714.03 
2730.02 
2755.06 
2771.05 



2812.08 
2876.08 
2892.07 
2933.10 
2958.14 
3054.12 
3120.19 
3282.24 



1392,74 
1595.38 
1757.41 
1919.44 
2065.48 
2081.48 
2227,51 
2243.51 
2268.52 
2284.52 
2389.54 
2405,52 
2430.55 
2446.55 
2487.56 
2552,57 
2567.57 
2592,60 
2608.60 



2634.04 2633.61 



2649.58 
ND 

2730.61 
2754.64 
2770.64 



2796.09 2795.64 



2811.63 

ND 

ND 
2932.67 
2957.68 

ND 
3119.73 
3281.76 



Glycan (glycopeptide) Comment 



no glycans 

N 

N2 

N2H 

N2H2 

N2H2F 

N2H3 

N2H3F 

N2H4 

N3H2F 

N3H3 

N2H4F 

N2H5 

N3H3F 

N3H4 

N4H3 

N2H5F 

N2H6 

N3H4F 

N3H5 

N4H3F 

N4H4 

N2H6F 
N2H7 
N3H5F 
N3H6 

N4H4F 

N4H5 

N2H7F 

N2H8 

N3H7 

N4H5F 

N2H9 

N4H6F 

N4H7F 



«IUr PNGftM-A 



M/k« 1190.41 
« 

significant signal 
•« 

significant signal 
significant signal 

significant signal 

(race 

minor 



major signal 

minor 

ND 

trace 
«* 

«* 

major signal 

trace 
ND 
ND 



significant signal 
ND 

minor 



frtt f lycan ahw 
obflcrrcd tflcr release 
(MNa^ M 14ft5J7) 



(tt9 gljrcAA also 
«bMnrcd afUr rckasc 
<MNa4 m 1647.96) 



NOTE: glycans are removed from glycopeptides by PNGase-A treatment; for single N 
removal is incomplete 

Signal intensity: • - S/N > 3-5. bui <10 
S/N>10 

*** " incense signal, but less intense than **minor" 
''significant signal*' » intensity between "minor** and *'major" 
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